Experimental
Urine of an exposed human diluted 1:1 (v:v) with ACN was used as source of N-Gluc-TCC and N′-Gluc-TCC utilizing optimized ESI-MS/MS conditions as previously described 1 . The glucuronides of 3′-OH-TCC and 6-OH-TCC were generated by microsomal incubation with activated UDP-glucuronic acid as co-substrate as described elsewhere 2 and detected with similar ESI-MS/MS conditions as 2′-Gluc-O-TCC (Table 2) 
Results

Online-SPE-LC-MS/MS analysis of TCC and its metabolites
In order to quickly analyze TCC and its metabolites in water and fish tissue samples, we utilized a recently described online SPE-LC-ESI-MS/MS method. This approach provides excellent accuracy, precision and robustness for the direct analysis of biological samples 1 . In order to detect low concentrations of TCC and metabolites in water samples, the sensitivity of this method was improved by (i) a larger injection volume, (ii) an increased separation efficiency and (iii) an improved MS detection in scheduled SRM mode. Enhanced chromatographic resolution was gained by the introduction of a mixer prior to the online-SPE column (Fig. S3 ). The mixing of the organic solvent containing sample with the polar eluent causes an efficient trapping of the analytes in the first segment of the SPE column and thus less tailing in elution in back-flush mode. Further increase of the separation efficacy could be achieved by utilization of a solid-core particle column and improved gradient (Fig. S3) . Compared to the previously described method we included the simultaneous detection of further metabolites: The glucuronic acid conjugate of 2'-OH-TCC (2'-O-Gluc-TCC), which elutes first at 1.27±0.01 min, the hydroxylated TCC metabolite 6-OH-TCC eluting at 4.11±0.01 min and the recently described oxidative metabolite 3',4'dichloro-4'hydroxy-carbanilide (DHC) 3 with a retention time of 2.24±0.01 min. Except for 2'-OH-TCC and 6-OH-TCC, which were not separated on the RP column used all compounds show baseline separation (Fig. 2) . The co-elution does not interfere the quantification, because the MS/MS detection is carried out on specific isocyanate ions of the fragmentation of the urea moiety, as previously described in detail 1, 3 . All analytes eluted in narrow Gaussian shaped peaks with full width at half maximum height of 4 sec or less (Fig. 2 , Table S3 ). Due to this chromatographic resolution an excellent signal to noise ratio (s/n) was observed for low concentration of the analytes with a detection limit (LOD, s/n = 3) as low as 0.3 pM (30 amol on column) in 100 µL injections for most of the analytes (Table S3) . With a dynamic range of 3-5 orders of magnitude (Table S3 ) and accuracy of 100±20% over the whole calibration range, this method is ideally suited for the investigation of low concentrated samples. For highly concentrated samples such as tissue from exposed fish the method was adapted by using a lower injection volume of 5-20 µL.
In order to allow the evaluation of the formation of further glucuronides known from the mammal metabolism of TCC 4 biological samples were analysed. Human urine was used as source of N-Gluc-TCC and N'-Gluc-TCC
1
. The 3'-O-Gluc-TCC and 6-O-Gluc-TCC were generated by microsomal incubations of 3'-OH-TCC and 6-OH-TCC. As shown in Figure 2B , the N-glucuronides elute at around Supplementary Tables   Table S 1 Gradients and flow rates of gradient pump 1 and pump 2 and time points the valve is switched. Table S 3 Performance of the online solid phase extraction-LC-MS/MS method with 100 µL injection volume.
CE (V) DP (V) m/z product ion m/z [M-H] -analyte
The observed retention times, the peak width, the used dynamic range of for each analyte and the limit of detection (LOD) are presented. 
Time h mean SD mean SD mean SD mean SD mean SD mean SD mean SD -1 < 0.1 < 0.6 < 0.6 < 2 < 0.6 < 0.6 < 60 0,08 60,1 3,2 447 17 < 0.6 < 2 < 0.6 < 0.6 < 60 1 57,9 3,2 431 29 < 0.6 < 2 < 0.6 < 0.6 < 60 3 63,7 2,7 442 53 < 0.6 < 2 < 0.6 < 0.6 < 60 9 60,5 1,6 450 24 < 0.6 < 2 < 0.6 < 0.6 < 60 12 63,0 2,3 475 15 < 0.6 < 2 < 0.6 < 0.6 < 60 15 64,1 0,4 489 11 < 0.6 < 2 < 0.6 < 0.6 < 60 18 62,4 3,0 476 15 < 0.6 < 2 < 0.6 < 0.6 < 60 21 62,2 2,8 466 17 < 0.6 < 2 < 0.6 < 0.6 < 60 24 62,8 5,4 480 38 < 0.6 < 2 < 0.6 < 0.6 < 60
used media Time h mean SD mean SD mean SD mean SD mean SD mean SD mean SD -1 < 0.1 < 0.6 < 0.6 < 2 < 0.6 < 0.6 < 60 0,08 57,1 3,5 418 19 < 0.6 < 2 < 0.6 < 0.6 < 60 1 55,3 4,8 399 49 < 0.6 < 2 < 0.6 < 0.6 < 60 3 60,7 1,2 450 4 < 0.6 < 2 < 0.6 < 0.6 < 60 6 56,7 1,0 380 85 < 0.6 < 2 < 0.6 < 0.6 < 60 9 64,7 0,9 487 8 < 0.6 < 2 < 0.6 < 0.6 < 60 12 65,7 2,4 495 11 < 0.6 < 2 < 0.6 < 0.6 < 60 15 66,3 3,3 444 58 < 0.6 < 2 < 0.6 < 0.6 < 60 18 66,8 1,0 511 9 < 0.6 < 2 < 0.6 < 0.6 < 60 21 66,4 0,5 509 20 < 0.6 < 2 < 0.6 < 0.6 < 60 24 57,3 1,6 426 38 < 0.6 < 2 < 0.6 < 0. Table S 4b Water concentrations of TCC and its metabolites after transferring 50 medaka fish (exposed 24 hours incubations with 20 ppb TCC) in fresh water. Results are presented as mean and SD of three independent experiments. Half quantitative values below the limit of quantification of the method (s/n = 9, accuracy ± 20%, Table S3) 
